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EXAMPLE 1: 



Anti-tumor and anti-angiogeneis activity of a fragment of tumstatin in 
human xenograft model of renal cell carcinoma in nude mice. 

In order to test a fragment of NC1 domain for anti-tumor and angiogenesis, we used a 
fragment of tumstatin which had a N-terminal deletion of 18 amino acids (Kalluri et al 
JBC, 1996, see attached paper). This domain was as active as tumstatin it self (Figure 
1). No significant difference was observed in the tumor inhibiting ability of tumstatin 
and tumstatin fragment (protein sequence "within the NC1 domain and not consisting of 
(Figure 1). 
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EXAMPLE 2: 



Chimeric soluble arrestin, canstatin and tumstatin produced in E coli 
periplasmic space. 

We show a diagram revealing the cloning strategy for arrestin, canstatin, and tumstatin. 
Each molecule was cloned into pET-22b using BamHI and Hindlll restriction sites. This 
adds several amino acids at the N terminus of the protein, namely Met, Asp, He, Gly, lie, 
Asn, Ser, and Asp. At the C terminus, Lys, Leu, Aia, Ala, Ala, Leu, Glu and a 6 His 4 ag are 
added. Therefore, we have generated a soluble chimeric molecule for arrestin, canstatin, 
and tumstatin. Figure 2: (A, B, C, D and E) We have used the pET-22b vector for 
bacterial expression of arrestin, canstatin, and tumstatin. This vector carries an N- 
terminal pelB signal sequence for potential periplasmic localization. We have 
successfully expressed our proteins in this system and isolated it in a soluble form in 
PBS. We estimate approximately 40% of our protein is in the pellet and 60% in the 
soluble form isolated from the periplasmic fractions. 



